. Time-lapse analysis of dynamic changes of GFP::RAB-5 and mCherry::RAB-7 on endosomes in coelomocytes. (A) N2. (B) sorf-1(tm3855). (C) sorf-2(tm5210). Asterisks indicate time points at which endosomes reached peak sizes. White and yellow arrows indicate the chased endosomes before and after enrichment of RAB-7, respectively. Bars, 5 µm. (D) Quantification of duration of GFP::RAB-5 on endosomes. 25 or more endosomes were examined for each genotype. ***, P < 0.001. Figure S3 . Characterization of giant endosomes induced by loss of rab-7 and sorf-1 or sorf-2. (A) Representative DIC images of coelomocytes in rab-7 RNAi-treated animals as indicated. Arrows indicate enlarged endosomes. Bar, 5 µm. (B) Quantification of the rescuing effects of rab-7 RNAi-treated sorf-1(tm3855) and sorf-2(tm5210) mutants by Flag::SORF-1 and Myc::SORF-2 transgenes. Animals with at least one coelomocyte showing abnormally enlarged endosomes were scored. Three independent transgenic arrays were analyzed for each transgene. EEs, early endosomes. (C) Representative images of the labeling of endocytic organelles by LMP-1::GFP and ASP-1::DsRed in N2, sorf-1(tm3855), , and cup5(ar465) mutants. Both DIC and fluorescence images are shown for each genotype. In N2, sorf-1(tm3855), and sorf-2(yq4) coelomocytes, LMP-1::GFP-positive organelles are also labeled with ASP-1::DsRed, indicating that these organelles are lysosomes. LMP-1:: GFP-positive organelles in rab-7(RNAi) coelomocytes and the abnormally enlarged organelles in rab-7(RNAi);sorf-1(tm3855) and rab-7(RNAi);sorf-2(yq4) mutants are, however, not positive for ASP-1::dsRed, suggesting that they are not lysosomes. As a positive control, the abnormally enlarged LMP-1::GFPpositive lysosomes are also positive for ASP-1::DsRed in cup-5(ar465) mutants. (D) Representative images of LysoTracker red staining of LMP-1::GFP-positive organelles in N2, sorf-1(tm3855), rab-7(ok511), rab-7(ok511);sorf-1(tm3855), and cup-5(ar465) -3, -5, -6, and -9 (top row) and with simultaneous depletion of sorf-1 (sorf-1(tm3855); middle row) or rab-7 (rab-7 RNAi; bottom row). Images of 2xFYVE::GFP-labeled endosomes in coelomocytes are also shown for N2, sorf-1(tm3855), and rab-7(RNAi);sorf-1(tm3855) animals. (C) Representative DIC and fluorescence (2xFYVE::GFP) images of endosomes in coelomocytes of N2, ppk-3(n2668), ppk-3(yq24), ppk-3(yq24);sorf-1(tm3855) , and mtm-1(gk347186);ppk-3(yq24) animals. Animals were treated with control (Ctrl) RNAi and rab-7 RNAi. (D) Representative DIC and fluorescence (2xFYVE::GFP) images of endosomes in coelomocytes of N2, sorf-1(tm3855), C34B7.2(tm5202), C34B7.2(tm5202);sorf-1(tm3855), piki-1(tm3171), and sorf-2(tm5210);piki-1(tm3171) animals. Animals were treated with control RNAi and rab-7 RNAi. Bars: (B-D) 5 µm. HeLa cells were incubated with dextran 405 (1 mg/ml) without or with EGF (50 ng/ml) for 1 h or 10 min, respectively. After extensive washing, cells were fixed and imaged for internalized cargos (M). Bars, 5 µm. Quantifications of internalized dextran 405 are shown in L and M. 80 or more cells were analyzed for each treatment. Data were generated from three independent experiments. AU, arbitrary units; NS, no statistical significance. Video 1. Time-lapse monitoring of early-to-late endosome conversion in coelomocytes of N2, sorf-1(tm3855), sorf-2(tm5210), and sorf-1;sorf-2 animals. Early and late endosomes were labeled with 2xFYVE::GFP and mCherry::RAB-7, respectively. Images were taken every 30 s with a Z-series of 30 sections (0.5 µm/section) for 1 h using a DeltaVision microscopy system (DV Elite). Video was generated by projection of 20 sections. Image frames are shown at 8 fps. Images shown in Fig. 3 (A-D) were derived from this image sequence.
Video 2. Time-lapse recording of endosomal RAB-5-to-RAB-7 switch in N2, sorf-1(tm3855), and sorf-2(tm5210) coelomocytes. GFP::RAB-5 and mCherry::RAB-7 were used to label early and late endosomes, respectively. Images were taken as described previously, and video was generated by projection of five sections. Image frames are shown at 8 fps. Images shown in Fig. S2 (A-C) were derived from this image sequence. Video 5. Time-lapse recording of fusion of early endosomes indicated by 2xFYVE::GFP in coelomocytes of N2, sorf-1(tm3855), and sorf-2(tm5210) animals expressing P hsp ::RAB-7(T23N). Images were taken every 30 s with a Z-series of 30 sections (0.5 µm/ section) for 4 h. Video was generated by projection of 30 sections. Image frames are shown at 20 fps. Images shown in Fig. 6 (A-C) were derived from this image sequence.
Video 6. Live-cell imaging of dynamic changes of PtdIns3P (2xFYVE-mCherry) and GFP-WDR91 or GFP-WDR81 on endosomes. HeLa cells were transiently transfected with vectors expressing 2xFYVE-mCherry and GFP-WDR91 or GFP-WDR81 and maintained at 37°C in glass-bottom dishes placed in a humidified chamber (Chamlide) supplemented with 5% CO 2 . 12 h later, images were taken every 30 s with a Z-series of 20 sections (0.4 µm/section) for 90 min using DV Elite. Video was generated by projection of five sections. Image frames are shown at 10 fps. Images shown in Fig. 8 D were derived from this image sequence. LGI mtm-1(gk347186) WBVar00636319
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